1. Experiment Overview 1.1 Purpose The purpose of these sets of experiments is to develop a methodology of identifying and quantifying all of the major leukocytes in human peripheral blood by nonoverlapping phenotypes. Our methodology is an attempt to improve the standardization of measuring and assessing human immunophenotypes which is essential for inter-laboratory investigations of translational and clinical research. Prior to the addition of the mouse serum, the pleural fluid was concentrated to 1/10 original volume in phosphate buffered saline (PBS) and for the B cell tube, 3 ml of PBS was added, the tube centrifuged, and the supernatant aspirated. Appropriate antibodies were added to each tube and incubated in the dark for 15 minutes at room temperature. Red blood cells were lysed with the addition of Versa-Lyse (Beckman Coulter, Indianapolis, IN) for at least 20 minutes at room temperature. For the lyse/no wash assay, 100 l of Flow-Count Flourospheres (Beckman Coulter) were added, mixed and analyzed. For the lyse/wash tubes, samples were centrifuged, washed in PBS containing 1% albumin and 5mM EDTA, and fixed in 1% paraformaldehyde.
Fluorescence Reagent Description
The list of antibodies can be found in Supplemental Beckman Coulter Gallios™ Flow Cytometer http://www.beckmancoulter.com/wsrportal/wsr/research-and-discovery/productsand-services/flow-cytometry/flowcytometers/gallios/index.htm#2/10//0/25/1/0/asc/2/A94291///0/1//0/ Serial Number AU10414 Technical specification at: http://www.beckmancoulter.com/wsrportal/wsr/research-and-discovery/products-andservices/flow-cytometry/flowcytometers/gallios/index.htm#2/10//0/25/1/0/asc/2/A94291///0/1//0/ 3. 
Gating (Data Filtering) Details
The gating strategies for each of the protocols are outlined in the manuscript.
